Generation of
construct was electroporated in 129S2/SvPas mouse embryonic stem (ES) cells. After selection, targeted clones were identified by PCR using external primers and further confirmed by Southern blot with 5' and 3' external probes. Two positive ES clones were injected into C57BL/6J blastocysts, and male chimaeras derived gave germline transmission.
Flow cytometry antibodies
The following antibodies were used in flow cytometry analyses: (clone R19-15), IgG2b (clone R12-3), and IgG3 (clone R40-82) antibodies (BD Biosciences) were added and plates were incubated for 1 h at room temperature. After washing, the plates were incubated with streptavidin-horseradish peroxidase (Dako) for 1 h at room temperature. Following washing, 3,3′,5,5′-Tetramethylbenzidine (SigmaAldrich) was added and the plates were read at 690 nm.
Anti-VACV humoral response
For quantification of VACV-specific antibodies, ninety-six-well plates were coated with 1 μg/well of protein extract from BSC-1 cells infected with VACV-WR 1 . Antibodies were detected in heat-inactivated serum from infected mice using an anti-Ig (G+M)-HRP antibody and adding OPD (Dako) as substrate. Optical density was measured at 450 nm, and antibody units (AbU) per mL were calculated as described 2 . All serum samples were analyzed in three independent dilutions, each one in duplicate.
Neutralizing antibodies were measured by plaque reduction, incubating serial dilutions of heat-inactivated serum from experimental infected mice with 200 plaque forming units of VACV-WR for 1 h at 37ºC. These serum-virus mixtures were inoculated onto CV1 cells, and stained 24 h later for plaque formation. Neutralization titer (NT50) was defined as the serum dilution which reduces 50% the viral titer obtained in the presence of non-immune serum. Each serum sample was analyzed in triplicate.
Immunohistology
Tissue samples were collected and fixed in 4% buffered-formalin for 36 hours, processed and paraffin-embedded. Three micrometers-wide sections were then obtained and stained with a standard hematoxylin and eosin for histopathological examination. 
